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Certificate of Analy sis 

Protein Name: TNF gamma (EOAP) 
Batch *z HG02704-E2 
Expression System: E. CoQ 

Method of Purification: 

1, Cefl disruption and purification of inclusion body 
Wash peflet wflh TE. 1M, 2 M Urea, and 

2, Extrac8onTNFywah 4 and 8 M Ursa 

3, Buffer exchange (2XPBS) and refolding in PO-10 

4, Removing endotoxin by affinfiy gel crwtomatography 



Date: 11/10/95 


Estimated Purity: > 80% 


U-4 


I ! 


_.J,.^r— I TNF oamma 


,-- 




;■ ♦ — 

Protein Concentration: * . 


: i 

j 

... ,. — MethoC Ar ^76 ug/ml 

i 

5 » " ! 

Method B: 180 ug/ml 


I 

— Certificate of Analysis 


Protein Name: TNF gamma 
Batch t: HG02703-3E ^ 
Expression System: E. Coli 
Method of Purification: 

1. Cefl disruption and purification of inclusion body 

2, Soiubfization of protein with 8 M urea 

3. Sephadex S-200 size exclusion chromatography 

4, Dialysis into PBS 

Estimated Purity: > 70% 


Date: 5/26 


Endotoxin level in sample: 0.17 EUAng 

Method of Analysis: Lunulas Amebocyte Lysate test (Bio -Whit taker) 

Sterne filtered: Yes __X_ No ' 
Buffer composition: 2XPBS 
Total amount of protein purified: 14 mg 
Prepared by:Jian Nl 


Approved by: 


UpdMdM^ZX199S 


itjNF gamma — ( 

Protein Concentration: 80 u.g/ml 
Endotoxin level tn sample: S25*"EU/mg 
Method of Analysis: Lhxralus Amebocyte Lysate test (Bio-Whittaker) 
Buffer composition: PBS 
Endotoxin level in buffer. <10 EU/ml 

Sterile filtered: Yes XXX. No 

Prepared by: Jian Nl 
Approved b r ^ 0«JI 
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Certificate of Analysis 


protein Ma»*: TMMdta (Hls-tag) 
Clone ID* HLTBT71 


Batch #:HG10700-E1 

£xpr««slon System: E. CoO 

Molecular weight: 20J Kd 

M«lhod of Purification: 

ificket-cheteto affinity crtromotography coaxnn 

SSer^xc^^ 

80% ^ 


Date:1/22/96 



Protein Concentration: 

Method A: 200 ug/ml 

Method B: 160 ug/ml 
Endotoxin level In sample: 2* EU/mg 

Method of Analysis: Limulus Amebocyte Lysate test (Bio-Wbittakcr 

Sterile filtered: Yes __Y_ Mo 

Buffer composition: 2XPBS 


9 activity 

yes/not tested 

Total amount of protein purified: 10 mg 
Prepared by: Jlan HI 
Approved toy: 


Uft*tfadS«pe«e*r 1$. 1995 

^ r - m o-^uu azs exclusion chromatography 
4, Dialysis Into PBS 


Estimated Purity: > 70% 


I 


TNF gamma -aw 


Protein Concentration: 80 (tg/ml 
Endotoxin level In sample: 525^EU/mg 

Method of Analysis: Limolus Amebocyte Lysate test (Bio-Wbittaker) 

Buffer composition: PBS 

Endotoxin level In buffer: <10 EU/ml 

Sterile filtered: Yes XXX No 

Prepared by: Jlan Ml 
Approved by: 'faj^ Q A ( 


sate of Analy sis ' ^K 


Certificate of Analy sis 

in Name: TNF gamma (EOAP) 
■ 9z HG02704-E2 
sslon System: E. Cofl 
d of Purification: 

otsnjption and purification of inclusion body 
lelet w9h TE. 1M. 2 M Urea, and 
icbon TNF y with 4 and 8 M Urea 
jr exchange (2XPBS) and refolding in PD-10 
cvtaj endotoxin by afSnfty gel etwtomatography 

ted Purity: > 80% 


Date: 11/10/95 




% M 


TNF gamma 


Concentration: J 

hodi -176 pgyml — ^ 

hod B: 180 ug/ml 

i level fai sample: 0.17 EU/mg 

f Analysts: Lunulas Amebocyte Lysate test (Bio-WMttakcr) 

Certificate of Analysis 

Protein Name: TNF-gamma (EOAP) (Hls-tag) 
aone ID*:HUVE091 

Batch #:HG02702-E4 

Expression System: E. CoQ 

Molecular weight: 20.1 Kd 

Method of Purification: 
tfdtetcrteiate affinity ctwomctogtaphy column 
Butler exchange (2XPBS) and refolding h PO-10 column 

Estimated Purity: >80% 


0ate:1/22/96 


Protein Concentration: 

Method A: 150 ug/ml 

Method B: 260 ug/ml 
Endotoxin level In sample: 8.1 EU/mg 

Method of Analysis: Limulus Amebocyte Lysate test (Bio-Wbittaker 

Sterile filtered: Yea _JT_ No 

Buffer composition: 2XPBS 

Biological activity 
yes/not tested 

Total amount of protein purified: 10 mg 

Prepared by: Jlan M 

Approved by: 
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-9.965 -6.613 -6.66B 9,997 8-933 9.958 8.88! 6,817 6.861 -MM { Uj-MB 

Range 


B M -9.63* -MW -6.888 8.683 6.688 6.839 8.884 8.821 M» 8.883 iJ 
Range 


1- 



! i 


1 

— 


Liiit 
D Absorb 
Range 

E «« «* mi6 » ^ * W7 

Range 


— r 

1 

t 


ri 


1 * 


p L £U -6.874 -i.888 -8.835 -8.838 -9.838 -9,888 9,611 8.338 6.331 6.^1^-6.813 

6 UN* -6,948 -9.688 -MM -9.918 9,988 -9,913 8.8* 8.171 8.191 6.81 3 | 9.15fl|-.9* 
Range 

4 1 — 

IM -8.687 -9.685 -M18 9.685 6,816 6.819 8.68* 8.898 6.694 ■.«' 6.6421 «989 
Range 


I 


— r 


TUE 15 n 


H»s 1 AOC:H QCFiN RCHjt 

RCW-TIME* O.SO INT * 9 ^?: 7 1 ST ™, o 30 8KG SUB: O.OO 8 KG 23 IG 
HALF CIFE(OAYSUN 


SAM POS CM 


CPH 2SISX TIME EL TIHE AV6 H» 


RCITX - 


43 207 

46 208 

47 209 
532IO 


1 I 233,00 1 
1 1 1352. OO 

I 141 .00 1 
1 , 301.00 1 
1 I 397.00 1 
t M««| 223 -OO J 
1 * 365. OO 1 
1 , d 1336. OO J 
1 186. OO 1 

1 1116. OO 1 
1 t | 266. OO j 
1 J633. OO 

98. 00 : 

233. OO : 
164. 00 : 
1 1 36. 00 : 
1 f «* 1 112.00 
1 1 101.00 

1 f 1932. OO 
1 |i| 962. OO 

1 I 337.00 
I . 193.00 

1 t I 687. OO 
334.00 
, 177. OO 

1 W 248. OO 
I 238. OO 

1 U«|477.00 
1 325. OO 

1 .357.00 
I («• \ 366. OO 
1 331.0O 
1 I 242. OO 
1 I 1323. OO 
1 436. OO 
1473.OO 
* 0^423.00 
497.00 

I 318. OO 
348. OO 
231. OO 

1394. OO 
892. OO 


"S3 23/ 

9A 23a 

—** 97 239 

9S 260 

99 2A1 

lOO 262 


I 340.0O 
I, . 82. OO 
l^^l 70.0O 
3S*.0O 
00 
37.00 
,173-00 
\ ?6. OO 
39.00 
00 

00 
1. 00 

-14 .OO 

\ 1*7.W 
1 36. OO 
OO 
OO 

,163.00 
I 33.00 


1 


1 1 |108. 


10.83 

22- 09 
23. 90 

8.28 
25. 20 
21-44 
13.12 
22,94 
26.04 
23. 90 

23- 28 
31.23 
30. 15 

t«>.3 4 > 
26.73 
27.74 
19.23 
13.67 
27.47 


1^' 


113. 00- 
1 1239.0O 

1 » IS 33. OO 
1 \ fe 44.QO 

T T266.00 

1 1435. OO 
1 J 289. OO 
1 #197.00 
1 I0OI243.OO 
i ' 1 333.00 
1 ( 143. OO 
1 JO I 183.00 
1 '6383. OO 
1 * 907. OO 
1 I 1 470.O0 

I J 333.00 

1 ,3O3.O0 

1 1 2 67. OO 
1 :307.00 
1 {V* 1369. OO 
1 »404.0O 
1 | 237. OO 

230.00 
, 336.00 
1217. OO 
\ 1924. OO 
I264.00 
, . 769. OO 
M 144a. OO 
. 631.00 
, 1 832 .OO 
,1i334.0O 
1*326. 00 
.'Jl349.00 


64. OT 


l.OO 


l.OO 
l.OO 


l.OO 

1.00 


kSS.OO 
,138.00 
-OO 
• OO 
■ 66.OO 

(e«m56.oo 

• 81.00 

I 119 .OO 
92.00 
168. OO 
.130.00 
10 I 188. OO 
I 45.00 
61.00 
43. OO 
1 134. OO 
34.00 
29. OO 
99.00 
.00 
.OO 
63. OO 
1 * 60.00 

1^0 I 67. OO 
1 1 65. OO 

1 1 47.00 

1 \ I 4S.OO 
1 » 59.00 

1 1 81 .OO 

1 !dJ J ll04.00 
1 1 1 77.0O 
1 1.144. OO 

1 UO / 60. OO 
1 \ 53.00 

1 r* 60.00 
1 l« 1115.00 
1 1102.00 
1 V 40.00 

1 . . 43.00 
1 I ] 34.00 
1 I 82. OO 

1 1 5O.00 

1 - oA 72.00 


l.< 


26.97 
17-03 
34.30 
30.86 
24.62 
16.01 
22.22 
18.33 
20. 83 
15.43 
17.54 
14.59 
29.81 
25.61 
29.81 
16.12 
27.22 
37.14 

20. 10 
32.88 
28.01 
25.20 
23.82 
24.43 
24.81 
29.17 
29.81 
26. 04 
22.22 
19.61 
22.79 
16.67 
25.32 
27.47 
25.82 
18.65 
19.80 
31.62 

30. SO 

34.30 
22. 09 
28.28 
23.57 
24.08 
20.74 
29.17 
30. 15 
26.49 
33.33 
26.49 
32.44 
29.81 
13.74 
25.82 


90 -84 
92 .08 


fl /83.00 
.'l 181. OO 

V/I&si.oo 

»'7'V6l.OO 
1 .jl 52.00 
* »» U42.00 


113.17 5.2-0 

119. 40 50. © 

120. 64 33-0 

121.87 52. O 

123.11 51 -O 

124.34 32-0 
125.39 39.0 
126.82 52.0 
128.05 52.0 
129.29 53.0 
130.54 58.0 
131.78 55 -O 
133.02 57.0 
134.25 51-0 
135. SO 5?.0 
136.75 53.0 
138. OO 59.0 
139.24 31 .0 
140.47 54.0 
141. 70 52.0 
142.95" 6O.0 
144.18 50. C 
145.41 52.0 
146.65 56. C 
147.88 60. C 
149.12 61. < 
ISO. 35 57. < 
151.58 61. < 
132.82 53. < 
134.05 56. < 
135.27 57 .< 
136.31 61. < 
137.73 36. < 
138.97 56. < 
160.21 58. < 
161.45 53. < 
162.68 55. < 
163-91 56. < 
163.15 61. < 
166.38 56. < 
167.62 59. < 
168.86 61. ' 
170.10 fcl. 
171.33 59. 
172.56 62. 
173.79 56. 
175.03 54. 
176.27 55. 
177.49 34. 
178.73 oO. 
179.97 55. 
181. 20 55. 
132.43 34. 
183.67 35. 
184.89 58. 
136.12 62. 
187.35 61. 
I88-6O 60. 
189.33 32. 

191.06 54 

192. 30 55 

193.55 59 

194.78 60 

1 196. 02 5' 

197.25 5* 


12.02 
46. 70. 
46.85 
5-79 
37.26" 
33.49 
19.57 
53.38 
33.55 
39.26 
39.88 
44.14 
23.34 

3?^ 


23. 03^ 

SO. 81 

SO. 66 

35.53 

33.72 

63.75 

33.23 

50.75 — 

46.79 

52.65 — 

50.21 

61. 70 

34.91 . 

39.45 

26.23 — 

61.37 
40.62 — 
28. OS 
42.92 
27. 07 
27.62 
23.21 
31.22 
24.73- 
29.27 
16.33 
18.46 
13. 03 
43. 20 
34. SO 
42-13 
13. 30 
33.86__ 
32.19 
32.51 
60.03~ 
58.56 
14.29 — 
20.39 
2S.12_ 
31.15 
39.19 
37.92- 
23 .80 
41. OO- 
31.18 

42 . e 4 

39.87 
44.03 
14.23 
20.33 
19.47 
39.16 
25.99 

33.37 
26.83 
S3. 40 
56. 90 
72.44 
24.32 
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